The marine actinomycete B 1758 came from the actinomycete collection of the Alfred Wegener Institute for Polar and Marine Research in Bremerhafen, Germany. 1.079 g of raw extract was obtained by fermentation. Seven fractions were separated by column chromatography on silica gel. Fraction 4 was separated by high speed countercurrent chromatography. Fraction 4.6 yielded 5.2 mg of (6S, 9S)-cyclo(prolylvalyl).
INTRODUCTION
The world seas, making up 2/3 of the Earth's surface and 90 % of the biosphere, have recently been seen as a new source of natural substances. 1, 2 For a long time, marine microorganisms were little investigated because they were considered hard to isolate and cultivate, which is applicable to a large number of marine microorganisms. 3 Countercurrent chromatography (CCC) is an original tool for separating natural products, finding application in the isolation of secondary metabolites such as antibiotics. [4] [5] [6] In this work, the isolation of (6S, 9S)-cyclo(prolylvalyl) from marine actinomycete, by use of high speed countercurrent chromatography (HSCCC), is described.
EXPERIMENTAL

Materials and methods
The 1 H-NMR spectra were recorded on a Bruker WM 300 (300.1 MHz) spectrophotometer. The EI-MS mass spectra were recorded on a Varian MAT 731 (70 eV) instrument; high resolutions were compared with perfluorokerosine as a comparison substance. The DCI-MS mass spectra were recorded on a Finnigan MAT 95 A instrument with NH 3 as the reacting gas. Column chromatography was accomplished on silica gel 30-60 mm (J. T. Baker). Thin-layer chromatography was performed on DC-folien Polygram SIL G/UV 254 (Macherey Nagel&Co). HSCCC was performed using a P.C. INC. High Speed Countercurrent Chromatograph with two Pharmacia LKB HPLC pumps 2150. The optical rotations were measured using a Perkin-Elmer 343 polarimeter.
Breed B 1758
The marine actinomycete B 1758 came from the actinomycete collection of the Alfred Wegener Institute for Polar and Marine Research in Bremerhafen. 1.079 g of raw extract was obtained by fermentation. The raw extract was degreased with cyclohexane and then separated by column chromatography on silica gel, with step gradients consisting of chloroform and methanol (1.5 dm 3 CHCl 3 , 1 dm 3 CHCl 3 /1 % CH 3 
RESULTS AND DISCUSSION
In 1 H-NMR spectrum of the isolated compound, the wide signal at d = 5.67 indicated an OH-or NH-proton. The spectrum gave two doublets at d = 1.05 and d = 0.90 with the intensity 3, indicating the presence of methyl groups. The EI and DCI mass spectra indicated a mass of 196 Da. The high resolution of this signal suggested the formula C 10 H 16 N 2 O 2 . Searching the AntiBase â7 data bank for the above formula, 6 structures were obtained. With respect to the above information, the structure corresponded with that of cyclo(prolylvalyl). A spectroscopic investigation of the corresponding diketopiperazines showed that the protons 6-H and 9-H are in cis-position with respect to each other, in DMSO always at d = 3.8 or lower, while in the trans-position they lay higher than d = 3.5. 8 This suggests that the isolated compound is S,S-or R,R-cyclo(prolylvalyl). Comparison of the cited optical rotation values 9 with those of the newly isolated compound indicated the compound was (6S, 9S)-cyclo(prolylvalyl) (1). Studies of diketopiperazines isolation from marine sources have been already cited. [10] [11] [12] [13] This is the first example of diketopiperazines isolation by use of HSCCC.
( The isolation of (6S, 9S)-cyclo(prolylvalyl) from marine actinomycete B 1758 is a new example of a diketopiperazine from marine sources. However, this is the first example of diketopiperazines isolation by use of high speed countercurrent chromatography.
